. Kinetics of DNAppG primer extension by E. coli DNA polymerases II and I.
(A) Reaction mixtures contained 10 mM Tris-HCl, pH 8.0, 10 mM MgCl 2 , 10 mM DTT, 4% glycerol, 4 mM dNTPs, 20 nM 5' 32 P-labeled pDNA OH or pDNAppG OH primer-template (as shown at top), and 20 nM Pol II. (B) Reaction mixtures contained 10 mM Tris-HCl, pH 7.9, 50 mM NaCl, 10 mM MgCl 2 , 1mM DTT, 4 mM dNTPs, 20 nM 5' 32 P-labeled pDNA OH or pDNAppG OH primer-template and Klenow Pol I (0.5 U/µl). The reactions were initiated by adding polymerase to mixtures pre-warmed to 37˚C. Aliquots (10 µl) were quenched at the times specified with 10 µl of 90% formamide, 40 mM EDTA. The products were analyzed by urea-PAGE and the percent of primer strand extended by one or more nucleotides was quantified by scanning the gel. The % primer extension (±SEM) is plotted as a function of reaction time.
